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Abstract
Staphylococcus aureus is a serious human pathogen and antibiotic resistant, community-
associated strains, such as the methicillin resistant S. aureus (MRSA) strain USA300, con-
tinue to spread. To avoid resistance, anti-virulence therapy has been proposed where toxic-
ity is targeted rather than viability. Previously we have shown that norlichexanthone, a small
non-reduced tricyclic polyketide produced by fungi and lichens, reduces expression of hla
encoding α-hemolysin as well as the regulatory RNAIII of the agr quorum sensing system in
S. aureus 8325–4. The aim of the present study was to further characterise the mode of
action of norlichexanthone and its effect on biofilm formation. We find that norlichexanthone
reduces expression of both hla and RNAIII also in strain USA300. Structurally, norlichex-
anthone resemblesω-hydroxyemodin that recently was shown to bind the agr two compo-
nent response regulator, AgrA, which controls expression of RNAIII and the phenol soluble
modulins responsible for human neutrophil killing. We show that norlichexanthone reduces
S. aureus toxicity towards human neutrophils and interferes directly with AgrA binding to its
DNA target. In contrast toω-hydroxyemodin however, norlichexanthone reduces staphylo-
coccal biofilm formation. Transcriptomic analysis revealed that genes regulated by the
SaeRS two-component system are repressed by norlichexanthone when compared to
untreated cells, an effect that was mitigated in strain Newman carrying a partially constitu-
tive SaeRS system. Our data show that norlichexanthone treatment reduces expression of
key virulence factors in CA-MRSA strain USA300 via AgrA binding and represses biofilm
formation.
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Introduction
Staphylococcus aureus is a serious human bacterial pathogen that causes infections ranging
from minor skin and soft tissue infections to osteomyelitis, sepsis and necrotizing pneumonia
[1]. In the early 1990’s highly invasive community-associated methicillin resistant S. aureus
(CA-MRSA) strains emerged such as USA300 [2,3]. This strain has now become one of the
predominant CA-MRSA clones and it is evolving towards resistance against several antibiotic
classes [4]. With the increase in problems associated with antimicrobial resistance, alternative
treatments are being considered. One option is anti-virulence therapy where compounds are
sought to reduce virulence rather than pathogen viability [5,6]. In S. aureus, the agr quorum
sensing system controls expression of numerous virulence factors in response to cell density,
including α-hemolysin and the phenol-soluble modulins (PSMs), that contribute particularly
to the virulence of CA-MRSA [7]. The agr P2 transcript encodes a two-component signal
transduction system composed of the response regulator, AgrA, and the sensor histidine
kinase, AgrC that responds to secreted autoinducing peptide (AIP). AgrA controls expression
of the divergently transcribed RNAIII expressed from the P3 promoter as well as of the PSMs
[8,9]. Other two-component systems also modulate virulence including the auto-regulated
SaeRS that responds to external stimuli such as pH, NaCl, sub-inhibitory concentrations of
antimicrobial peptides and human skin fatty acids [10–12]. In addition to virulence, both agr
and SaeRS influence biofilm formation in S. aureus, with agr acting through production of the
PSMs [13] and SaeRS by repressing production of extracellular proteases degrading proteins of
importance to biofilm formation [14].
Several natural compounds have been found to target virulence gene expression in S. aureus
including the solonamides, which are cyclic peptides isolated from a marine Gram-negative
bacterium, that structurally resemble the AIPs and competitively interfere with AIP binding to
AgrC [15,16]. Small molecules also interfere with RNAIII expression but in most cases the
mode of action is unknown [17]. However, a group of compounds has recently been found to
bind directly to AgrA and interfere with the DNA binding [18,19,20]. Two of these molecules,
known as savirin and ω-hydroxyemodin, reduced RNAIII and psm expression and reduced
infection in a mouse soft tissue model [19,20]. Structurally ω-hydroxyemodin is highly similar
to norlichexanthone that we previously isolated from Penicillium algidum (IBT 24414) as an
inhibitor of S. aureus virulence gene expression [21]. Xanthones are small, non-reduced tricy-
clic polyketides occurring in higher plant families, lichen and fungi and they have various bio-
logical activities such as being antimicrobial, anti-tumorigenic, antiulcer, and CNS-depressing
[22]. Here we aimed to evaluate how norlichexanthone affects virulence gene expression in the
serious CA-MRSA strain USA300 and examine its effect on biofilm formation.
Materials and Methods
Bacterial strains and growth conditions
S. aureus strains used in this study were strain 8325–4 [23], Newman [24], FPR3757 (USA300)
a multidrug resistant CA-MRSA isolate (obtained from ATCC, Sweden) implicated in out-
breaks of skin and soft tissue infection [25], PC322, hla::lacZ [26], PC203, spa::lacZ [26],
SH101F7, rnaIII::lacZ [27], and the β-lactamase reporter strain RN10829 [28]. Bacteria were
grown in Tryptone Soya Broth (TSB), Oxoid, (1:10 volume/flask ratio), at 37˚C with shaking at
200 rpm. Norlichexanthone was purchased from Synthon-Lab Ltd., Bumazhnaya st. 17, office
400, 190020, St-Petersburg, Russia.
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Transcriptional analysis
For RNA isolation cells were inoculated at OD600 = 0.02–0.03. Norlichexanthone was added
at OD600 = 0.4. Samples for RNA purification were taken at OD600 = 0.7 and/or 2.0 for strain
USA300 and strain Newman, and 1 hour after addition of norlichexanthone for strain 8325–4.
Cells were harvested and total RNA was extracted using RNeasy kit (Qiagen) in accordance
with the manufacturer’s instructions. RNA quantity and quality were measured on a Nano-
Drop ND-1000 spectrophotometer by absorbance (A260, A260/A280 and A260/A230 ratio
respectively) and by gel electrophoresis. Northern blot analysis was performed as described
previously using equal amounts of total RNA for each lane [29]. Probes targeting hla, spa,
RNAIII, agrA and psmα transcripts were amplified by PCR using the primers (from TAG
Copenhagen A/S, Denmark) indicated in Table 1, resulting in probe lengths of 311 bp (hla),
719 bp (spa), 316 bp (RNAIII), 584 bp (agrA) and 176 bp (psmα) respectively. For quantifica-
tion of transcript levels by RT-qPCR residual DNA was removed by treating RNA preparations
with DNase I, RNase-Free (Thermo Scientific) according to the manufacturer’s instructions
except for an extension of the incubation step to one hour. The RNA was reverse transcribed
to cDNA using a High-Capacity cDNA Reverse Transcription Kit (Applied Biosystems),
according to the manufacturer’s instructions. To control for DNA contamination,
reactions containing no reverse transcriptase were used as negative controls in subsequent
amplifications. The cDNA samples were diluted ten-fold and 5 μl was used as template DNA
for quantitative PCR of hla, spa, RNAIII, saeR, lukF, sbi and coa using FastStart Essential
DNA Green Master and a LightCycler1 96 instrument (both Roche). Results were calculated
using the comparative cycle threshold method, in which the amount of target mRNA was
normalized to that of the reference genes ileS and pyk. Reactions were performed in triplicate,
and results are presented as the means and standard deviations of the data obtained from 3
biological replicates. Primers used for RT-qPCR and Northern blot analysis are shown in
Table 1.
Table 1. Primers used in this study.
Gene Forward primer Reverse primer
hla CTGTCGCTAATGCCGCAGATTCTG CTTCTTCGCTATAAACTCTATATTGACCAGC
spa CAAACGGCACTACTGCTGAC CATGGTTTGCTGGTTGCTTC
RNAIII GCACTGAGTCCAAGGAAACTAAC AAGCCATCCCAACTTAATAACC
saeR CCAAGGGAACTCGTTTTACG GCATAGGGACTTCGTGACC
lukF GCTTATCAGGTGGAGGTAATGG TGTGCTTCAACATCCCAACC
sbi AAGACAGCAAGAACCCAGACC CAAACTTGTTGGCTTCTATCAGG
ileS ACATACAGCACCAGGTCACG CGCCTTCTTCAGTAAATACACC
pyk AGGTTGAACTCCCCAAACAA GCAGCCCAAGATTACAAAAA
coa ACTAAGGAAGTATACGATCTCGTATCTG GATTGTCTGTATCTCCAAGGATTAAGTC
brnQ GGACCATTTTTCGCCTTACC CATGCAATCACAAAGAAGACG
agrAc GTGTACACATATGGATAATAGCGTTGAAACGATTGAATTAAAACG GTAGGCACTCGAGTTATATTTTTTTAACGTTTCTCACCGATG
Northern blot primers
hla GGG TTA GCC TGG CCT TCA GCC GGG TGC CAT ATA CCG GGT TC
spa GGG GGT GTA GGT ATT GCA TCT G GGG GCT CCT GAA GGA TCG TC
RNAIII GGG GAT CAC AGA GAT GTG ATG GGG CAT AGC ACT GAG TCC AAG G
agrA Ctgataatccttatgaggtgc cgatgcatagcagtgttc
psmα tatcaaaagcttaatcgaacaattc ccccttcaaataagatgttcatatc
doi:10.1371/journal.pone.0168305.t001
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Human neutrophil lysis assay
The ability of S. aureus FPR3757 (USA300) to lyse human neutrophils was tested as described
previously [16]. Briefly, sterile filtered supernatants from 7 h and 22.5 h S. aureus LAC/
FPR3757 (USA300) cultures were grown in 10 mL TSB media/ 100 mL Erlenmeyer flasks, with
a start inoculum OD600 = 0.02 and either DMSO (control) or norlichexanthone added to the
cultures. Neutrophils were isolated by Ficoll-hypaque purification from fresh heparinized
human blood from healthy volunteers according to the regulations of National Committee on
Health Research Ethics in Denmark. Blood samples were obtained from volunteer donors by
persons not involved in the described analyses according to the regulation of the National Com-
mittee on Health research ethics in Denmark (using blood for assessment of effects of microor-
ganisms or microbial components does not require approval from the committee by law no 593
of June 14, 2011). Written consent was obtained from the voluntary donors. Blood was collected
for this specific type of analyses. De-identification was done at collection by the person drawing
the blood before handing the samples over to the persons performing the analyses.
S. aureus aggregation assay
S. aureus strain 8325–4 was inoculated in TSB (1 mL per well) in a 24-well plate to a start
OD600 = 0.02. Norlichexanthone dissolved in DMSO was added from the beginning to a final
concentration of 0.5, 1, 5 and 10 μg/mL. No compound and DMSO were used as controls. The
plates were incubated 8½ hours at 37˚C, with gentle shaking. To quantify the results, the cul-
tures were allowed to sediment for 30 min and the supernatants collected for OD determina-
tion at 600 nm, as a lower supernatant OD is indicative of aggregation while single cells remain
in suspension increasing the OD. Statistical analysis was performed using the student’s t-test.
Static biofilm assay
The assay was performed as described [30] with minor modifications. In brief, a starter culture
of strain 8325–4 was grown in TSB to OD600 = 0.5. From this culture 50 μL was withdrawn
and diluted 10-fold in a 0.9% NaCl solution. 5 μL were inoculated into wells of a 96-well micro-
titer plate containing 200 μl TSB. Norlichexanthone was added to final concentrations of 0,
0.5, 1, 5 and 10 μg/mL. DMSO and no treatment were used as controls. The plates were incu-
bated for 20 hours at 37˚C without shaking. The biofilm was washed twice with (200 μL) 0.9%
NaCl, dried and stained with (125 μL) Crystal Violet (0.1%) for 30 min followed by 3x wash
with (200 μL) 0.9% NaCl. For quantification purposes the biofilm was solubilized in 96% Etha-
nol and the absorbance measured at 590 nm using an ELISA plate reader. Statistical analysis
was performed using the student’s t-test.
Activity of norlichexanthone on P3::blaZ reporter strains
P3 promoter activity was measured in strain RN10829 expressing in trans either wild type
AgrC (pagrC-I-WT) or a constitutively active variant (pEG11) using a β-lactamase assay as pre-
viously described [16]. Briefly, strains were grown in triplicates to OD600 = 0.4–0.5, after
which they were split into two cultures and either 5 μg/ml norlichexanthone or DMSO was
added. The AgrC-I-WT strain was supplemented with spent medium from strain 8325–4 con-
taining AIP-I at indicated concentrations. Cells were further incubated at 37˚C shaking at 200
rpm. At indicated time points OD600 was recorded and samples were withdrawn and frozen
immediately (-80˚C). β-lactamase activity was determined by adding a final concentration of
0.1 mM nitrocefin (Oxoid) to the samples, and subsequently measuring OD486 over time at
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37˚C allowing a calculation of arbitrary activity units based on Vmax (ΔOD486/time) relative to
the sample cell density.
Expression analysis by DNA microarray
S. aureus strain USA300 was inoculated to an OD600 = 0.02 in Erlenmeyer flasks containing
TSB (1/10 flask volume) while shaking at 200 rpm at 37˚C. At OD600 = 0.4 either norlichex-
anthone (to a final concentration of 5 μg/mL) or DMSO (control) was added. Sampling for
RNA purification was made at OD600 = 2.0. Biological triplicates were performed. RNA prep-
aration for microarray experiments was carried out using the Agilent FairPlay III kit with Cy3
as the only dye. Arrays were scanned with an Agilent 2-micron scanner and feature data
obtained using Agilent’s Feature Extraction software. Data were further processed with the
Bioconductor software suite [31]. Quantile-base normalization was performed as implemented
in the Limma software package [32]. Differential expression was analyzed using Limma (linear
models for microarray data) by applying the TREAT methodology [33] to test whether the
true differential expression is greater than a given threshold value, (here selected as 1) when
examining log2-fold changes.
Recombinant protein expression and purification of AgrAc
The C-terminal, DNA binding domain of AgrA (AgrAc) from 8325–4 was PCR amplified
(using the AgrAc forward and reverse primers) and cloned between the NdeI and XhoI sites of
pET28b to create a recombined plasmid having an in frame fusion of AgrAc with His-tag
(Table 1). Expression and purification of AgrAc was carried out as previously described with
minor modifications [34]. E.coli strain BL21 (DE3) strain expressing AgrAc was pre-cultured
in 50 ml LB at 37˚C overnight. The pre-culture was diluted (1:100) in fresh 1 L LB and cultured
at 37˚C to OD600 = 0.4–0.6, and then 1 mM of isopropyl β-D-1-thiogalactopyranoside was
added. After 20 hours at 16˚C, the cells were harvested and lysed in the presence of a protease
inhibitor cocktail in a sonicator (8 seconds, stop 5 seconds, 200 cycles). The cell lysate was cen-
trifuged and supernatant was collected (12000 rpm, 30 min at 4˚C). Expressed protein was
purified from the frozen cells with His-Trap column (Novagen). The purified protein was
pooled and loaded onto PD-10 column (GE Healthcare) to remove imidazole and desalted,
then was supplemented with 20% glycerol and stored at -80˚C.
Electrophoretic Mobility Shift Assays (EMSA)
The P2-P3 probe (49 bp duplex DNA) covering the agr P2 and P3 promoter region was pre-
pared by annealing TTACATTTAACAGTTAAGTATTTATTTCCTCTAGTTAAGCAATATAATG
with its complementary oligonucleotide in 25 mM sodium phosphate, 100 mM NaCl, 10 mM
DTT at pH 5.8 and purified by size exclusion chromatography using a Superdex 75 column.
The DNA probe was mixed with recombined AgrAc (100 μM) in 10 μL reaction mixture con-
sisting of 10 mM TrisHCl (pH 7.4), 50 mM KCl, 5 mM MgCl2, 0.5 μg poly (dI-dC) and either
compound or DMSO loading control. After 20 min incubation at 25˚C, the samples were
mixed with 10 μL of the loading buffer mixture consisting of 10 mM TrisHCl (pH 7.4), 50
mM KCl, 5 mM MgCl2, 20% glycerol. Samples including AgrAc, DNA probe, vehicle and/or
compound (0~100 μg/mL) were loaded in TBE buffer containing 10 mM dithiothreitol. The
mixtures were analyzed by 4.5% native polyacrylamide gel electrophoresis (120 V for 60 min
for pre-run, 10 mA for 20 min, 80 V for 40 min for sample separation) in 1x TBE buffer. The
gels were stained with 2 μL SYBR gold (life technologies) in 50 mL 1x TBE buffer. The digital
images were acquired and quantified using a phosphor screen (Dark Reader transilluminator
DR-88X).
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Results and Discussion
Norlichexanthone modulates RNAIII, hla and spa expression
Previously we used transcriptional reporter gene fusions to show that norlichexanthone
extracted from Penicillium algidum decreases hla and RNAIII expression while enhancing the
expression of spa in the laboratory strain 8325–4 [21]. When examined by Northern blot analy-
sis we confirmed these findings for both strain 8325–4 (Fig 1A) and the CA-MRSA, USA300
(Fig 1B) with the increase in spa transcription being prominent in 8325–4. The expressional
changes observed upon norlichexanthone treatment were verified by RT-qPCR (S1 Fig).
Approximately 5 μg/mL is required to modulate virulence gene expression (Fig 1A) and at this
concentration, growth of S. aureus is essentially unaffected by the compound (data not shown).
Norlichexanthone interferes with agr downstream of AgrC activation by
AIP, most likely by binding to AgrA
Structurally, norlichexanthone is almost identical to ω-hydroxyemodin and bears some resem-
blance to savirin (S2 Fig) both of which were demonstrated to bind directly to the DNA bind-
ing domain of AgrA [19,20]. We thus hypothesized that due to the structural similarities of
norlichexanthone with these two compounds, norlichexanthone could also be binding to
AgrA and thus functioning downstream of the AgrC receptor. To support this hypothesis, we
employed a reporter strain in which the P3 promoter that normally drives RNAIII expression
has been fused to the blaZ gene and is uncoupled from activation by the natural AIP-AgrC
interaction [16]. In this strain the genes encoding the AIP (agrB and agrD) have been deleted
and thus the strain relies on externally added AIPs. Corroborating the previous transcriptional
data, we observed a significant repression of RNAIII promoter activity (approximately 50%)
by norlichexanthone in a strain expressing a wild type AgrC that requires AIP addition for
activity (Fig 2A). Importantly, we also noted that the relative repression appeared to be inde-
pendent of the AIP concentration used, which is contrary to what was observed for the com-
petitive inhibitor, solonamide B [16], thus implying that the repression is not linked to the
Fig 1. Norlichexanthone affects expression of spa, hla and RNAIII. Expression of hla, spa and RNAIII
was examined by Northern blot analysis with probes recognizing the transcripts in strain 8325–4 (A) or
USA300 (B) treated with in A): 1: No treatment, 2: DMSO (negative control), 3: Norlichexanthone 50 μg/mL
(dissolved in DMSO), 4: Norlichexanthone 5 μg/mL, 5: Norlichexanthone 0.5 μg/mL, 6: Norlichexanthone
0.05 μg/mL, 7: Norlichexanthone 0.005 μg/mL added at OD600 = 0.4, and sampled after 1 hour. B)
Norlichexanthone 5 μg/mL or DMSO or nothing was added at OD600 = 0.4. RNA was purified from samples
taken at OD600 = 0.7 (lanes 1–3) and 2.0 (lanes 4–6). 1: no treatment, 2: DMSO, 3: Norlichexanthone 5 μg/
mL, 4: no treatment, 5: DMSO, 6: Norlichexanthone 5 μg/mL.
doi:10.1371/journal.pone.0168305.g001
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Fig 2. Norlichexanthone reduces RNAIII expression in an AIP concentration-independent manner and also in a mutant with a
constitutively active AgrC receptor. (A) Activity of the P3-blaZ promoter in a strain expressing a wild type, AIP-inducible AgrC receptor
in presence or absence of 5 μg/ml norlichexanthone (Nor). The data represent the mean and standard deviation of the β-lactamase
activity obtained from 3 biological replicates at different AIP concentrations (5, 13, and 20%) at time points 30 and 60 minutes. In all
conditions, the effect of norlichexanthone is statistically significant (P<0.001, two-tailed student’s t-test). (B) Accumulated activity of the
P3-blaZ promoter in a strain expressing a constitutively active AgrC receptor in presence or absence of 5 μg/ml norlichexanthone (Nor).
The β-lactamase activity was measured at 30 and 60 minutes and subtracted the BlaZ activity present already at time 0 to infer the effect
on P3 expression after compound addition. The data represent the mean and standard deviation from 3 biological replicates with the
effect of norlichexanthone being statistically significant (P<0.01 at both time points, two-tailed student’s t-test).
doi:10.1371/journal.pone.0168305.g002
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AgrC-AIP interaction Corroborating this interpretation, norlichexanthone is also able to sig-
nificantly reduce RNAIII promoter activity in a strain expressing a constitutively active AgrC
receptor (Fig 2B) ranging from 25–40% at the two time points assayed. These results suggest
that norlichexanthone represses the agr regulon downstream of AgrC and possibly via binding
to AgrA.
To experimentally address the possibility that norlichexanthone interferes with AgrA bind-
ing to DNA, we expressed the C-terminal DNA binding domain of AgrA (AgrAc) and exam-
ined its effect on AgrAc binding to the P2-P3 probe carrying AgrA binding sites using the
electrophoretic mobility shift assay (EMSA) (Fig 3). The result shows that norlichexanthone at
concentrations higher than 12.5 μg/ml prevents AgrA from binding to a fragment containing
the binding sites present in the agr P2 and P3 region. This data therefore confirms our initial
hypothesis that norlichexanthone interferes with agr-controlled virulence gene expression via
inhibition of AgrA binding to the agr P2 and P3 promoter region.
Norlichexanthone reduces S. aureus toxicity against human neutrophils
Human neutrophils are one of the primary defences against S. aureus infections and particu-
larly CA-MRSA strains such as USA300 are adept at inducing rapid neutrophil lysis [35,36].
Neutrophil lysis is mediated in part by the PSMs whose expression is controlled by AgrA
[37,38]. To address if norlichexanthone affects S. aureus mediated neutrophil lysis we exam-
ined culture supernatants of USA300 grown either in the presence or absence of compound.
As shown in Fig 4, norlichexanthone reduced the ability of USA300 to lyse human neutrophils
Fig 3. Norlichexanthone interferes with AgrA binding to DNA. Samples including AgrAc, DNA probe, and/or
compound were loaded in TBE buffer containing 10 mM dithiothreitol. Assays including the P2-P3 49 bp probe
were analyzed in 4.5% native polyacrylamide gels. Lanes: 1. Size marker; 2. P2-P3 probe alone; 3. Probe and
norlichexanthone (Nor) in the absence of AgrAc protein; 4. 100 uM I-d (potential hit compound and positive
binding control); 5–10: norlichexanthone (Nor) increased by two-fold concentrations from 0–100 μg/ml.
doi:10.1371/journal.pone.0168305.g003
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Fig 4. Norlichexanthone protects against S. aureus mediated neutrophil lysis. Sterile filtered
supernatants of S. aureus USA300 (S.a.) cultures grown for 7 hours with either norlichexanthone at 5 μg/mL
or 10 μg/mL or DMSO (control) were added to isolated human neutrophils. The control supernatant where
only DMSO was added was examined in 1-fold, 3-fold and 9-fold dilutions (A). Undiluted (1:1) supernatants
from norlichexanthone (norlic) treated cultures are shown together with untreated supernatant in (B) and
3-fold dilutions (1:3) are shown in (C). Lysis was monitored by lactate dehydrogenase (LDH) release. Data
represents 3 independent experiments, using the average of triplicate wells from each experiment. Asterisk
indicates norlichexanthone treated cultures resulting in lysis statistically significant from the corresponding
control by one-way ANOVA with Dunnett’s posttest. *, p<0.05, **, p<0.01; ***, p<0.001.
doi:10.1371/journal.pone.0168305.g004
Norlichexanthone Reduces Virulence Gene Expression and Biofilm Formation in S. aureus
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when applied at a concentration that reduces hla and RNAIII expression. Correlating with the
reduced neutrophil lysis of norlichexanthone treated cells, we observed that norlichexanthone
treatment also reduced agrA expression but only in the exponential growth phase
(OD600 = 0.7) and did not significantly affect psm-α expression at OD600 = 2.0 (S3 Fig). Thus,
norlichexanthone reduced S. aureus mediated neutrophil lysis and the effect is likely mediated
by other toxins than the PSM-α.
Norlichexanthone reduces biofilm formation and aggregation
The success of S. aureus as a pathogen is in part attributed to its ability to form biofilm and col-
onize biotic and abiotic surfaces. Aggregation of unattached cells also appears to be important
and in both biofilm and aggregation, antibiotic therapy is highly inefficient [39–41]. To deter-
mine if norlichexanthone influences biofilm formation and aggregation we assayed these prop-
erties in strain 8325–4 that forms biofilm and is prone to aggregation [39,42]. In the presence
of 5 μg/ml norlichexanthone both aggregation (Fig 5A) and biofilm formation (Fig 5B) were
greatly reduced while being unaffected by the solvent, DMSO. Furthermore, no CFU reduc-
tion was observed (Fig 5C) indicating that these results were not due to compound toxicity,
but rather a direct effect on aggregation and biofilm properties. Among the factors that influ-
ence biofilm formation is agr [43]. However, as agr dysfunction generally is associated with
increased biofilm formation [43,44] our data indicate that interaction with another regulatory
pathway than agr is mediating the effect of norlichexanthone on biofilm formation.
The Sae regulon is repressed by norlichexanthone
In an effort to better understand the effect of norlichexanthone on S. aureus also with respect
to the above results, we analyzed global gene expression in strain USA300 incubated in the
presence of 5 μg/ml norlichexanthone for 2 h until an OD600 of 2.0 was reached. Using 3 bio-
logical replicates we found 219 genes to be more than 2-fold affected (122 genes with increased
expression and 97 genes with decreased expression) compared to the DMSO-treated control
cells (S1 Table). Among the genes most prominently affected were gltAB, ilvABCDH, sirABC,
leuABCD,metEHNX, oppABCDF, dapABH, ggt, hisABDGH, thrBC, isdACDEF, seg, srtB,
hsdMRS, and lysC, which were all more than 2-fold up-regulated; and hla, hlb, hlgC, fib, map,
clfA, lukS, sbi, epiEFG, lip2, carA, pyrBCEFP, sasA, saeRS, lukF, sspAB, aur, phoP, psmα1234 and
arlR which were all more than 2-fold down-regulated.
Interestingly, among the genes affected by norlichexanthone is a group that is regulated by
the two component transcriptional regulatory system, SaeRS namely lukF, sbi, hlgC, fib, hla,
hlb, and saeRS [44–46] and another group under the control of the stringent response regula-
tor, CodY (gltAB, ilvABCDH, leuBCD, hisABDGH, pyrBCEFP, dapABH, lysC, oppABCDF) [47].
Sae has been implicated as a key downstream regulator of virulence gene expression in S.
aureus controlling genes being involved in toxicity, immune evasion and bacterial cell adhe-
sion and even biofilm formation [11,14]. While we were unable to verify the effect of norli-
chexanthone on the CodY regulated genes, the effect on the SaeRS regulated genes was
confirmed by quantitative RT-PCR with primers recognizing saeR, lukF and sbi of the SaeRS-
regulon, and brnQ giving the log2 values of -3.6±0.4; -2.3±0.4; -3.4±0.3; -1.8±0.3 respectively
for the indicated genes. These results show that in the presence of norlichexanthone, the SaeRS
regulated genes are significantly repressed.
To further implicate the SaeRS system in response to norlichexanthone we examined the
effect of the compound in strain Newman that naturally harbors a mutation in the saeS. This
mutation allows constitutively active expression of some SaeRS controlled genes including coa
encoding coagulase, while leaving other SaeRS controlled genes such as hla unaffected by the
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Fig 5. Aggregation and biofilm formation are significantly reduced by norlichexanthone. Strain 8325–
4 was cultivated in the presence of DMSO, 0.5, 1, 5 μg/mL or 10 μg/mL norlichexanthone, and incubated 8½
hours at 37˚C. (A) Quantification of aggregation. After sedimentation, the supernatants of the cultures were
measured for optical density at 600 nm. (B) Dilutions were inoculated into a 96-well microtiter plate containing
200 μL TSB. Norlichexanthone was added to a final concentration of 0.5, 1, 5 and 10 μg/mL. No inoculate, no
treatment and DMSO (compound vehicle) were used as controls. The plate was incubated for 20 hours at
37˚C without shaking. Biofilm formation was quantified by 0.1% crystal violet staining and OD measurement at
590 nm. (C) Culture CFUs were obtained to eliminate possibility of compound toxicity attributing to reduction
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mutation [46]. When examining expression of coa and hla by qPCR in the presence or absence
of norlichexanthone we observed that norlichexanthone caused a reduction in hla expression
in both strains (although not to the same extent) while coa expression was reduced by the com-
pound in USA300 but not in strain Newman (Fig 6). This result together with the microarray
data, supports that norlichexanthone may be affecting the Sae system either directly or indi-
rectly. However, as norlichexanthone did not alter expression of protease genes as deduced
from the DNA microarray analysis our results do not support a Sae mediated effect on biofilm
formation [14].
Conclusion
Our results show that norlichexanthone reduces virulence gene expression in the CA-MRSA
strain USA300 and that it modulates virulence gene expression by interfering with at least two
different key virulence gene regulons; the agr and the SaeRS two component systems. We suc-
cessfully show that reduction in RNAIII expression, and thus RNAIII-controlled virulence fac-
tors, is a result of direct interaction of norlichexanthone with AgrA, thus blocking AgrA’s
ability to bind to the P2-P3 promoter region of the agr locus. Our microarray data reveal a sub-
stantial decrease in sae controlled genes in norlichexanthone exposed USA300, implicating a
role in SaeRS inhibition. We also show that norlichexanthone not only reduces neutrophil
lysis by S. aureus, but also inhibits both biofilm formation and aggregation, all of which are
central to S. aureus’s success as a human pathogen. Although the exact mechanisms involved
in the inhibition of these key virulence traits by norlichexanthone remain to be ascertained, we
have nevertheless demonstrated that a small molecule can be an efficient repressor of virulence
gene expression and biofilm formation. We thus postulate that such compounds with dual
of aggregation. Each bar represents the average of 3 replicates and the error bars represent the standard
deviation.
doi:10.1371/journal.pone.0168305.g005
Fig 6. Expression of coa and hla monitored by quantitative RT-PCR. Expression was monitored in
strains USA300 (FPR3757) and Newman by quantitative RT-PCR. Depicted are fold-changes of the
transcripts observed upon treatment with 5 μg/ml norlichexanthone relative to DMSO from samples taken at
OD600 = 2.0. The data represent the mean and standard deviation from 3 biological replicates.
doi:10.1371/journal.pone.0168305.g006
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actions can be of particular interest when seeking new treatment options for S. aureus related
infections in the future.
Supporting Information
S1 Fig. Expressional changes of RNAIII, hla and spa conferred by norlichexanthone. Strain
8325–4 was grown exponentially to OD600 = 0.4 where either 5 μg/mL norlichexanthone or
DMSO was added. Transcript levels after 1 hour treatment were determined by RT-qPCR.
Depicted mean fold-changes (+/- standard deviation) by norlichexanthone are based upon 3
biological replicates.
(TIF)
S2 Fig. Structure of nolirchexanthone, ω-hydroxyemodin and savarin.
(TIF)
S3 Fig. Norlichexanthone reduces psmα and agrA expression. Strain USA300 were grown
exponentially to OD600 = 0.4 where either 5 μg/mL norlichexanthone (nor), DMSO or noth-
ing was added. RNA was purified from samples collected at OD600 = 0.7 and 2.0, and analyzed
by Northern blotting where equal amounts of RNA was loaded. The membrane was probed
with radioactive labeled probes targeting agrA and psmα.
(TIF)
S1 Table. Transcriptome analysis of USA300 exposed to norlichexanthone. Cells were
grown in TSB and treated with 5 μg/mL norlichexanthone or corresponding amount of
DMSO at OD600 = 0.4. Data is based on biological triplicates, sampled at OD600 = 2.0. Fold
regulation indicates norlichexanthone treated cells relative to DMSO treated cells.
(DOCX)
Acknowledgments
Christiane Wolz and Alex Horswill kindly provided constructive comments to the results.
Author Contributions
Conceptualization: AN MB HD HI TOL.
Formal analysis: AN MB HD HI NGH TOL MSB HF.
Funding acquisition: HI.
Investigation: AN MB HD HI NGH TOL MSB HF YZ.
Methodology: MB MSB HD AN YZ CF DI NGH TOL.
Project administration: HI.
Supervision: MSB LZ HI.
Visualization: AN MB MSB HD.
Writing – original draft: AN MB MSB.
Writing – review & editing: MB MSB HF DF LZ HD HI.
References
1. Lowy FD. Staphylococcus aureus Infections. The New England Journal of Medicine. 1998; 339(8):13.
Norlichexanthone Reduces Virulence Gene Expression and Biofilm Formation in S. aureus
PLOS ONE | DOI:10.1371/journal.pone.0168305 December 22, 2016 13 / 16
2. Kennedy AD, Otto M, Braughton KR, Whitney AR, Chen L, Mathema B, et al. Epidemic community-
associated methicillin-resistant Staphylococcus aureus: Recent clonal expansion and diversification.
Proceedings of the National Academy of Sciences. 2008; 105(4):1327–32.
3. Moran GJ, Krishnadasan A, Gorwitz RJ, Fosheim GE, McDougal LK, Carey RB, et al. Methicillin-Resis-
tant S. aureus Infections among Patients in the Emergency Department. New England Journal of Medi-
cine. 2006; 355(7):666–74. doi: 10.1056/NEJMoa055356 PMID: 16914702
4. Strommenger B, Bartels MD, Kurt K, Layer F, Rohde SM, Boye K, et al. Evolution of methicillin-resistant
Staphylococcus aureus towards increasing resistance. Journal of Antimicrobial Chemotherapy. 2013.
5. Clatworthy AE, Pierson E, Hung DT. Targeting virulence: a new paradigm for antimicrobial therapy.
Nature chemical biology. 2007; 3(9):541–8. doi: 10.1038/nchembio.2007.24 PMID: 17710100
6. Rasko DA, Sperandio V. Anti-virulence strategies to combat bacteria-mediated disease. Nature reviews
Drug discovery. 2010; 9(2):117–28. doi: 10.1038/nrd3013 PMID: 20081869
7. Kobayashi SD, Malachowa N, Whitney AR, Braughton KR, Gardner DJ, Long D, et al. Comparative
analysis of USA300 virulence determinants in a rabbit model of skin and soft tissue infection. The Jour-
nal of infectious diseases. 2011; 204(6):937–41. doi: 10.1093/infdis/jir441 PMID: 21849291
8. George EA, Muir TW. Molecular Mechanisms of agr Quorum Sensing in Virulent Staphylococci. Chem-
BioChem. 2007; 8(8):847–55. doi: 10.1002/cbic.200700023 PMID: 17457814
9. Fischetti VA, Novick R, Ferretti J, Portnoy D, Rood J. Gram-positive pathogens: ASM Press, American
Society for Microbiology; 2000.
10. Novick RP, Jiang D. The staphylococcal saeRS system coordinates environmental signals with agr quo-
rum sensing. Microbiology. 2003; 149(10):2709–17.
11. Geiger T, Goerke C, Mainiero M, Kraus D, Wolz C. The virulence regulator Sae of Staphylococcus
aureus: promoter activities and response to phagocytosis-related signals. J Bacteriol. 2008; 190
(10):3419–28. doi: 10.1128/JB.01927-07 PMID: 18344360
12. Neumann Y, Ohlsen K, Donat S, Engelmann S, Kusch H, Albrecht D, et al. The effect of skin fatty acids
on Staphylococcus aureus. Archives of Microbiology. 2015; 197(2):245–67. doi: 10.1007/s00203-014-
1048-1 PMID: 25325933
13. Periasamy S, Joo HS, Duong AC, Bach TH, Tan VY, Chatterjee SS, et al. How Staphylococcus aureus
biofilms develop their characteristic structure. Proceedings of the National Academy of Sciences of the
United States of America. 2012; 109(4):1281–6. doi: 10.1073/pnas.1115006109 PMID: 22232686
14. Mrak LN, Zielinska AK, Beenken KE, Mrak IN, Atwood DN, Griffin LM, et al. saeRS and sarA Act Syner-
gistically to Repress Protease Production and Promote Biofilm Formation in Staphylococcus aureus.
PLOS ONE. 2012; 7(6):e38453. doi: 10.1371/journal.pone.0038453 PMID: 22685571
15. Mansson M, Nielsen A, Kjaerulff L, Gotfredsen CH, Wietz M, Ingmer H, et al. Inhibition of virulence
gene expression in Staphylococcus aureus by novel depsipeptides from a marine photobacterium.
Marine drugs. 2011; 9(12):2537–52. doi: 10.3390/md9122537 PMID: 22363239
16. Nielsen A, Månsson M, Bojer MS, Gram L, Larsen TO, Novick RP, et al. Solonamide B Inhibits Quorum
Sensing and Reduces Staphylococcus aureus Mediated Killing of Human Neutrophils. PLoS ONE.
2014; 9(1):e84992. doi: 10.1371/journal.pone.0084992 PMID: 24416329
17. Gordon CP, Williams P, Chan WC. Attenuating Staphylococcus aureus virulence gene regulation: a
medicinal chemistry perspective. Journal of medicinal chemistry. 2013; 56(4):1389–404. doi: 10.1021/
jm3014635 PMID: 23294220
18. Leonard PG, Bezar IF, Sidote DJ, Stock AM. Identification of a Hydrophobic Cleft in the LytTR Domain
of AgrA as a Locus for Small Molecule Interactions That Inhibit DNA Binding. Biochemistry. 2012; 51-
(50):10035–43. doi: 10.1021/bi3011785 PMID: 23181972
19. Sully EK, Malachowa N, Elmore BO, Alexander SM, Femling JK, Gray BM, et al. Selective chemical
inhibition of agr quorum sensing in Staphylococcus aureus promotes host defense with minimal impact
on resistance. PLoS pathogens. 2014; 10(6):e1004174. doi: 10.1371/journal.ppat.1004174 PMID:
24945495
20. Daly SM, Elmore BO, Kavanaugh JS, Triplett KD, Figueroa M, Raja HA, et al.ω-Hydroxyemodin Limits
Staphylococcus aureus Quorum Sensing-Mediated Pathogenesis and Inflammation. Antimicrobial
agents and chemotherapy. 2015; 59(4):2223–35. doi: 10.1128/AAC.04564-14 PMID: 25645827
21. Nielsen A, Nielsen KF, Frees D, Larsen TO, Ingmer H. Method for screening compounds that influence
virulence gene expression in Staphylococcus aureus. Antimicrobial agents and chemotherapy. 2010;
54(1):509–12. doi: 10.1128/AAC.00940-09 PMID: 19917763
22. Peres V, Nagem TJ, de Oliveira FF. Tetraoxygenated naturally occurring xanthones. Phytochemistry.
2000; 55(7):683–710. PMID: 11190384
23. Novick RP. In vivo transmission of drug resistance factors between strains of Staphylovovvus aureus.
Journal of Experimental Medicine. 1967; 125(1):45–59. PMID: 6016896
Norlichexanthone Reduces Virulence Gene Expression and Biofilm Formation in S. aureus
PLOS ONE | DOI:10.1371/journal.pone.0168305 December 22, 2016 14 / 16
24. Baba T, Bae T, Schneewind O, Takeuchi F, Hiramatsu K. Genome Sequence of Staphylococcus
aureus Strain Newman and Comparative Analysis of Staphylococcal Genomes: Polymorphism and
Evolution of Two Major Pathogenicity Islands. Journal of Bacteriology. 2008; 190(1):300–10. doi: 10.
1128/JB.01000-07 PMID: 17951380
25. Diep BA, Gill SR, Chang RF, Phan TH, Chen JH, Davidson MG, et al. Complete genome sequence of
USA300, an epidemic clone of community-acquired meticillin-resistant Staphylococcus aureus. The
Lancet. 2006; 367(9512):731–9.
26. Chan PF, Foster SJ. The role of environmental factors in the regulation of virulence-determinant expres-
sion in Staphylococcus aureus 8325–4. Microbiology. 1998; 144(9):2469–79.
27. Horsburgh MJ, Aish JL, White IJ, Shaw L, Lithgow JK, Foster SJ. σB Modulates Virulence Determinant
Expression and Stress Resistance: Characterization of a Functional rsbU Strain Derived from Staphylo-
coccus aureus 8325–4. Journal of Bacteriology. 2002; 184(19):5457–67. doi: 10.1128/JB.184.19.5457-
5467.2002 PMID: 12218034
28. Geisinger E, Muir TW, Novick RP. agr receptor mutants reveal distinct modes of inhibition by staphylo-
coccal autoinducing peptides. Proceedings of the National Academy of Sciences. 2009; 106(4):1216–
21.
29. Jelsbak L, Ingmer H, Valihrach L, Cohn MT, Christiansen MHG, Kallipolitis BH, et al. The Chaperone
ClpX Stimulates Expression of Staphylococcus aureus Protein A by Rot Dependent and Independent
Pathways. PLOS ONE. 2010; 5(9):e12752. doi: 10.1371/journal.pone.0012752 PMID: 20856878
30. Nielsen L, Roggenbuck M, Haaber J, Ifrah D, Ingmer H. Diverse modulation of spa transcription by cell
wall active antibiotics in Staphylococcus aureus. BMC Research Notes. 2012; 5(1):457.
31. Gentleman RC, Carey VJ, Bates DM, Bolstad B, Dettling M, Dudoit S, et al. Bioconductor: open soft-
ware development for computational biology and bioinformatics. Genome Biology. 2004; 5(10):R80.
doi: 10.1186/gb-2004-5-10-r80 PMID: 15461798
32. Smyth GK, Michaud J, Scott HS. Use of within-array replicate spots for assessing differential expression
in microarray experiments. Bioinformatics. 2005; 21(9):2067–75. doi: 10.1093/bioinformatics/bti270
PMID: 15657102
33. McCarthy DJ, Smyth GK. Testing significance relative to a fold-change threshold is a TREAT. Bioinfor-
matics. 2009; 25(6):765–71. doi: 10.1093/bioinformatics/btp053 PMID: 19176553
34. Nicod SS, Weinzierl ROJ, Burchell L, Escalera-Maurer A, James EH, Wigneshweraraj S. Systematic
mutational analysis of the LytTR DNA binding domain of Staphylococcus aureus virulence gene tran-
scription factor AgrA. Nucleic Acids Research. 2014; 42(20):12523–36. doi: 10.1093/nar/gku1015
PMID: 25352558
35. Voyich JM, Braughton KR, Sturdevant DE, Whitney AR, Saïd-Salim B, Porcella SF, et al. Insights into
Mechanisms Used by Staphylococcus aureus to Avoid Destruction by Human Neutrophils. The Journal
of Immunology. 2005; 175(6):3907–19. PMID: 16148137
36. Graves SF, Kobayashi SD, DeLeo FR. Community-associated methicillin-resistant Staphylococcus
aureus immune evasion and virulence. Journal of Molecular Medicine. 2010; 88(2):109–14. doi: 10.
1007/s00109-009-0573-x PMID: 20049412
37. Queck SY, Jameson-Lee M, Villaruz AE, Bach T-HL, Khan BA, Sturdevant DE, et al. RNAIII-Indepen-
dent Target Gene Control by the agr Quorum-Sensing System: Insight into the Evolution of Virulence
Regulation in Staphylococcus aureus. Molecular cell. 2008; 32(1):150–8. doi: 10.1016/j.molcel.2008.
08.005 PMID: 18851841
38. Wang R, Braughton KR, Kretschmer D, Bach TH, Queck SY, Li M, et al. Identification of novel cytolytic
peptides as key virulence determinants for community-associated MRSA. Nature medicine. 2007; 13
(12):1510–4. doi: 10.1038/nm1656 PMID: 17994102
39. Haaber J, Cohn MT, Frees D, Andersen TJ, Ingmer H. Planktonic Aggregates of Staphylococcus
aureus Protect against Common Antibiotics. PLOS ONE. 2012; 7(7):e41075. doi: 10.1371/journal.
pone.0041075 PMID: 22815921
40. Vanassche T, Kauskot A, Verhaegen J, Peetermans WE, van Ryn J, Schneewind O, et al. Fibrin forma-
tion by staphylothrombin facilitates Staphylococcus aureus -induced platelet aggregation. Thrombosis
and Haemostasis. 2012; 107(6):1107–21. doi: 10.1160/TH11-12-0891 PMID: 22437005
41. del Pozo JL, Patel R. The Challenge of Treating Biofilm-associated Bacterial Infections. Clinical Phar-
macology & Therapeutics. 2007; 82(2):204–9.
42. Frees D, Chastanet A, Qazi S, Sørensen K, Hill P, Msadek T, et al. Clp ATPases are required for stress
tolerance, intracellular replication and biofilm formation in Staphylococcus aureus. Molecular Microbiol-
ogy. 2004; 54(5):1445–62. doi: 10.1111/j.1365-2958.2004.04368.x PMID: 15554981
43. Boles BR, Horswill AR. agr-Mediated Dispersal of Staphylococcus aureus Biofilms. PLoS pathogens.
2008; 4(4):e1000052. doi: 10.1371/journal.ppat.1000052 PMID: 18437240
Norlichexanthone Reduces Virulence Gene Expression and Biofilm Formation in S. aureus
PLOS ONE | DOI:10.1371/journal.pone.0168305 December 22, 2016 15 / 16
44. Vuong C, Saenz Henri L., Friedrich Go¨tz, Otto M. Impact of the agr Quorum-Sensing System on Adher-
ence to Polystyrene in Staphylococcus aureus. The Journal of infectious diseases. 2000; 182(6):6.
45. Sun F, Li C, Jeong D, Sohn C, He C, Bae T. In the Staphylococcus aureus Two-Component System
sae, the Response Regulator SaeR Binds to a Direct Repeat Sequence and DNA Binding Requires
Phosphorylation by the Sensor Kinase SaeS. Journal of Bacteriology. 2010; 192(8):2111–27. doi: 10.
1128/JB.01524-09 PMID: 20172998
46. Mainiero M, Goerke C, Geiger T, Gonser C, Herbert S, Wolz C. Differential Target Gene Activation by
the Staphylococcus aureus Two-Component System saeRS. Journal of Bacteriology. 2010; 192(3):
613–23. doi: 10.1128/JB.01242-09 PMID: 19933357
47. Pohl K, Francois P, Stenz L, Schlink F, Geiger T, Herbert S, et al. CodY in Staphylococcus aureus: a
Regulatory Link between Metabolism and Virulence Gene Expression. Journal of Bacteriology. 2009;
191(9):2953–63. doi: 10.1128/JB.01492-08 PMID: 19251851
Norlichexanthone Reduces Virulence Gene Expression and Biofilm Formation in S. aureus
PLOS ONE | DOI:10.1371/journal.pone.0168305 December 22, 2016 16 / 16
